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lit 2 ] 

KPNAi tNF- « Bi:<^ffi^#ffl*l5a#i-^^ ^ >/N°^'®offii:f^ffl<^ia^^jo 

PKC^tKPNAl >&^'ffi5:^^ffinIil'S:^#TT% PKC^tKPNAl tmmt^ 

mim^Lfz^tTt^^-^fifzmmt^mi:M^Lxnhfifz^ pkc ^ ^kpna i to 
umm 4 ] 

KPNAi tNF - K B ti)m:s:i^m^m^£^i^T-^. kpnai tj^F- KBtmn 
m:s.i^mtm^Lfz^ti!)^m^fLt:mm\:^mt^isiLxwp>tLt:^ kpnai ^inf- 

m^m 5 ] 

PKC 5 tKPNA 1 i:5&«^a#fflnrtg^^#Tt?> PKC ^ iiKPNA 1 tmmt^ 
%t**^F-^Li6. PKC e tKPNA 1 tOMf^ffl35*^D^s:*>S5&^il:^^L. fflSf^ 
ffl=^l?a«t}^s:ifc;&-'^$tt/>:{^«'fk'^!g^=S-gS»Jt U■C^m•rS^ pkc /? tKPNA 1 

6 1 

KPNAl tNF- /c B ^:75^ffi^f^ffi■Brtg**f^T■e^ KPNAI i:NF-«B^:^^« 

'fb'i't)^:**^-^ t*!), KPNA 1 fcNF- a: B i:<7?ffii:#ffl75^'^C/c/6»S>6-4-^5eL. 

^BS'f^ffl ^ ia« L i t $ fifzmmit^m ^ m^m t l x^m-t^ , k p n a i i: n 

PKC em^^mt^ KPHAimi^UMt^^tf. PKC ^ fcKPNA 1 tOfflSf^ 
[ff^S 8 ] 

. "iflBKPNA lftj^lW55«KPNA 1 Ki"* ^ ^ K^-^tf tJ' -t? 

KPNA l^^^f^fl-t. NF- « Btt^|lt5F4i:=S:-^tf> KPNAl2:NF-«Bt(^*B 
1 0 3 

Hifl5KPNA lft,^&^5H-75*KPNA 1 ^3- h^-t^^i^V ^ ^ Ut^ V^^tf^^ ^-X 
^ y) > frlfiN F~ K Bm^mMTbm F - KB^^t-V't^^') V^:^is^^ ^ 

-•cafe*. m'^m9izum<7)mm^\^^m-r^^y Vo 
m^Mi 1] 

mm^n<om^K^\r^x. pkc^^kpnai t<Dms.i^m^Mm^mtir:h^t.^^ 
mt-t^:^-&o 

mms,<om§t\,zis\^>x. kpna i tuF- KBt(DmKi^m^Mmmmt-t^^t^ 



mmm 2004-3085765 



2 0 0 3 -2 9 5 2 0 4 ^- : 1/ 

[0 0 0 1] 
[0 0 0 2] 

PKc (-fuT^ >^±-^c) yr5.v-it. cz^ty. vymn. mmm. --j^x 

So PKC7T 5 y-{4, ^^K^>f ^(^^vnci 19. a-^S (Convent iona 
1 L< {4C 1 a s s i c a 1 ) i:ffM (N o v e 1) t^M (Atypical) O 

zmm(oyr^^)-},z^m'^fi^omnmt\^x\t. yc/jsm^^-'^b^So tf^. ff 

o 

[0 0 0 3] 

pkC7t5';-<7)i ar-^;?. PKC^ti. Ca-r:t >^^'6S^M<^^^Mi3Jii-s p k 

CX^^o PKC e<DmMtLXmhi)^K^j:^X\^^:h%(0(7)l^i,Z^ TBBO^'^^ti!)^^ 

ho i:mm,xkt%(DPKc^^^\.x\^hi)^, vK.cmxi:mmzm^-\^x^^h(D},ti>Yi 

c e <D^t^x.hfLX\^^ho 

[0 0 0 41 

[0 0 0 5] 
[0 0 0 6] 

[W^Wf-XMl] Christopher W. A. et ah, (2002) Current Opinion in Immunolo 
gy 12:323-330 

IWWWfXMZ] Horak I., (1995) Clinical Immunology and Immunopathology Sep 
: 76(3 Ft 2): S172-3 

i^m-^m^ Lxoti-:h mm] 

[0 0 0 7] 

Tmrn^^ I L - 2 t'ii^i^<D^mmmm±. mz^'^mmizi3\^^xmii>xmm^um 

^j:ifkzmM-rh i^mmm {4 # us t> jt ij x^^^t 7i}^=f m^ti^o um^^ <d #^ \z 
MU<n>m^w-^j:>i\zm'^-fh\=mmh\z\t^%i(D^'^iflmH'\^x\j^hh^^ $ 

[0 0 0 8] 

Tm-^i L-2 5&t*0'fBr'b55^<om'^ic#;z,i^m<^^R&^?^^. ^<Dfz^<r>mn 
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[0 0 0 9] 

mm^m^-t^fzit(D^m 

[0 0 10] 

^ST-T-^b^ PKC NF- « B>S:iftC'^t3^Hi^i:ov^TO^*=^^tt/^o -^ct^M^ 

& o 

[0011] 

o 

C2D KPNAi tNF-«B^:offi5:^^ffl'^:gs«•r*^ ^>^^^m<om:sLi^m(Dm^ 

Mo 

C3] PKC ^ iiKPNA 1 i:7&5+H2f^fflpXtg^^#T-C% P K C 0 h K P N A 1 
mt'^mt^^^^Ltb. PKC^tKPNAl tOffii:f^ffl:6«^C/i>6>S:d>^l:i^5feL. 

^an-f^ffi * la* L i t $ fifzmmt^mimiK Lr#^tt/c. pkc^^ikpna 

C4] KPNAl tNF-/cBi:75^+Ba'f^fflnrB^:5:^#TT% K P N A 1 t N F - /c B 
ii^M'fb'^^t^^^HtLaC), KPNA 1 tNF-/c B i: OfflH-f^M**^ C/c;6-S56^«r:^ 
^L. ^i:f^ffl*Pl#LfcCli:*-*^$tL7tiK1i>fb'g-%SrSfiLT#<5tl/c> KPNAlfc 

C5] PKC 5 t KPNA 1 t;&s;j=m^fflpril>5:^#T-e. PKC^hKPNAlti^ 
^-fb^tfi: L«6. PKC^tKPNAl t <^ffii:f^M>&«^Cfc;&-S;5^S-=^5e 

ffiiK-^ffi ^m^Lfz^it i)^7yi ^ fLtzmmt^m ^ mmm t l x^m-t^ , p k c ^ t k p 

C6D KPNA 1 tNF- « B i:;&*^iS:'f^^ir«l^^#T-C% KPNAli:NF-«B 
tmmt^mtim^^Lib. KPNAI tNF - k B t<ommmi>^^\:^fzi>^^T!}^^^ 

^ L > fflsif^ffl ^ pi« L c ^ fitzmmt^m ^ t l r^^m i- ;& , k p n a 

C7] PKC ^'Wl&^#i:> KPNA l^^^^t^-^tf. P KC ^ i: KP NA 1 

[8] frlBPKC em^^-A^PKC d'^^i-h'-r^h^V y^^Utf-Y'i^tt^^ 
-e^ 19 > ItriBK P N A 1 «mi*JN-^^K FliAl^^i-Vt^^V^^^l^tf- h'^^tf^^^ 

C9 3 KPNA lttj|&^^i4t. NF- « B»f^#i:=Sr-^tf. KPNAli:NF-«rB 

Cl 0 3 ttrlBK P N A 1 -^^^ft^WK P N A 1 * 3 - K-r ^ ^ V:^-^ K'^-^tf ^ 

tJ^ «9 . MiaN F - « Btt^tS^^N-Ji^N F - « B * 3 - K1-^ y ^ K*:-^ 

tbiEi^2 004-3085765 
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Cl2] Sain°pO§rmiC:feV»T> K P N A 1 t N F - a: B t (^^gH^f^ffl >£riljm^fi<j "t 
[0 0 12] 

[0 0 1 31 

:font;5.^%'fb^6<J5i^>^V^{iitf5^X^6*j^:^^^^ifei-^{C^7toT(±. M^J^s Mole 
cular Cloning: A LABORATORY MANUAL. mZWi. Cold Spring Harbor Laboratory Press 
, Cold Spring Harbor, New York (2001). ff itfS^X^/N > F r ^7 i> iM-'SilE'thm. 

^±i±. m.m.m^M. mzWi. 199 9^) . ^y^^ir^mm.<Dm^i3 mmm.K. 
mmm. ^±n. miWi. 1 9 9 8^) h (MmmK. -^mmm. m 

±tfc, m2m. 1 9 9 9^) ^j:t'<D2:^r£m^<Dmj^'7=.zi.T)v<Dmm.iimm^fi^o 

[0 0 14] 

(1) m:s.i^mm^M 

NA 1 tNF - K B t<o-mKi^m(Dm.wM(o-^mi!)^^tn^o 

[0 0 15] 

(1-1) vKc e tKF-^Ai t<DmKi^mm.^m 
:^^m<Dmmi^mm.^m<^—W'mii. pkc^^kpnai t<DmKi^m'S:m.^-r^ t 

<DX$>^o 
[0 0 16] 

7t I L - 2 (DmmiZii^ NF - « B>fci:'(7)^^H^l3j: I L - 2 jtfSi^«0te^>6*itS^ 
^^^^t^^^'5;lb5&v^o L:*^L>fc7&^e. SPfRT^fc-SfS^^f^t' i I9 P KC ^ NF-«B=5: 

/cBote^H^t LT(^fgist>fbti. ^(7)mmp^m^'^mm.WT!)^hm^Km^^'±^^iiiiz 
J: «9<siw$nrv^-s,i h7&*^ibtL-cv^^>6^ ^(Dm.W€\zm-r^mmt7fmxh^fzo — 

:^KPNAi{i. te¥H^=-^fco^i*)-eM-r^i5' >>'^*^'S^•EflfeL, itL>^|fflHaHy6>f> 
=Kt T?«l3i-t^7^wie)i;#< ^ >/N"^'g-e*-2>o 2|s^§g#^t±, PKC 5 iiKPNAl 
fflSlf^ffl^-SCli:. *5J:CFPKC ^*«KPNA 1 K P N A 1 S: U ^m^fbl"^ 

^fc. ^^t'KPNAl tNF-«B7&-'ffiE'f^ffli-^it^5SEL/io d^t^bOC: t 

. '^-^J^x^'ofzvYLc di)^h'^F- KB(D^mt\,zmhi^mf^mz^ i^y^^i7n<oi^n^ 

jilSrffld KPNA 1 7&-*M#LTv^^c: i:75(*5g^;&M::;5:o7to 
[0 0 17] 

X^fzif^X, PKC 5 tKPNA 1 tO>fii:'f^ffl^ga#-t«2|fel®(i^ TiNBflaoSttflgiJ 
L-2 0^^<7?ptP'Sr^fd-i::*^'-ei-&^^'l456«;^v^ii/KT«*;S,o f-'fe^b-^. PKC 
^ tKPNAl i:<^^m1Hffl'S:Pl«■t•at/®{i^ Tm<^®t4»^ I L-2 0M^tc# 
'5)i^,ftO^I5fr:fej:t>V^fc{ir^^^O%ij:5:«%Kt^;g,o PKC 5^KPNA- 1 

i^mmmz^\,^x%^if;i\,zmMi■^•t^mn}f^ t-e** ^ t twov>T«=efe5^t o?t < ^ 

miE#2 004-3085765 
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[0 0 18] 

2|s:5^]S<7)Ra*5^JW. PKC^tKPNAl i:Offli:f^ffi=SrRS#1-S2if®-^*^t{^ J: < . 
10 0 191 

3^?^i^OPl#5^J t LT J; »9 *<$:fitl (4> -enj ^ if, P K C ^ t K P N A 1 1 75^'*@2f^M^ 

mtc^^Tx-. vKc d tY^^nKi tmrnit^mt^^^^x^i^^ PKC^^KPNA 

o 

[0 0 2 0] 

(1-2) KPNAltNF-/cBt (^ffiSitfflMSiJ 

2is:^BJ<7)P£S»jO'f|fe<D-5^^J4, KPNAl t N F - k B i: O^fSSj-^ffl =£:|51«-r^ ^) <^ 
[0 0 2 1 ] 

±fa<^J: ^ t^KPNA 1 {±. TM0M1±'fkl^f^^^-?-x.;5H^i?ab^ PKC ^ t^fSH 

tLf^o ^'bl^iNF-zcBt. i5'>'^-?i5'SO^I^m^iSrfidKPNAl tffiSf^ffi-r^Cli: 
^?2^|&0J^fbtcJ; i)^ib554;$:jL/co NF- K B{4^t*Itrj^ifT-r'i>^: i:tCJ:oT I L-2 

[0 0 2 2] 

Lfc*«oT> KPNA 1 tNF- « B t(^ffiS:>f'^ffl«:|fi#-f ^t>®{4. I L- 2(^0^ 
=£:?PflJi-;i.^^14>6«Si6TlSv^tjK-eab^o ■ft£t>%. KPNA 1 2:NF- « B a:<^>fi2 

Vi-tfz\t^^m<n^titiimim^^m-^^ho kpnai i:NF-AcBt;5*fs5iMj^ 
^i^mc^i^i5&i3 J: x?/^tz\±mmm<o^titiim?m% t^^^v^^itti. M6*)»i®-r 

ib^^L^^i^o/io tfw, -^mmt. KPNA 1 tNF- « B hv>^ t ofc <ff Lv^+iS 
[0 0 2 3] 

2|st?^t^Ol?S«J{4> KPNA 1 i:NF- « BOlSS:f^ffl=S:ia#i--2)t/Kt?^tL{f J; < . 
[0 0 2 4] 

«i^(^RS«Ji: L-Ci J3 A#:fi<jlC{4. -t^fl^ff. K P N A 1 i: N F - yc Bj&^ffilK^ffl^ 
tg=&^#Tt?> KPNAl i:NF-«Bt#m'&t>i:=lr*^^i:L«!), PKC(?i:KPN 
A 1 h <^5|=B2{^ffl C fz is^'^ii^-^^k'm. t > ffiSf^ffi =Sr Pl^ L Ci i: $ tLTt 

[0 0 2 5] 

(2) ffli:<^fflia#^mtB:^^fe 

>/N'^K*aSf^ffl«rPl#-t'2>tl®<0^m'£:^f d ^><^-e*^9^ PKC ^ fcKPNAl 
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m:Ki^mommm^^mir&-)^mt^ kpnai t^F- KBiKD^Ki^mom^m^^ 

[0 0 2 61 

(2-1) PKc ^ t KPNA 1 t(DmKi'^m<Dm.^M^^m-r^:ism 

[0 0 2 71 

^^m<D-W'm-r:l,i. PKCetKPNAl i:7i)S;fai:{^ffiirtg^^#TT% P KC ^ ^ 
KPNA 1 tmmit^mt^^:^^Li6. PKC (? fcKPNA 1 t OffiS^^^Tii*^ 
S:d^O^^«:^f^o PKC 0 tKPNA 1 fc^^ffia-f^ffl^J^^tg^^l^^^lgtt^^li:}*. m 

c^ltrmT-^«9, iS' >yN'i^S^;fSaf^ffi^«pTtg3&^1^^t?*tL(f i < , -^Jx-tf i n V i t r 
o -e^) i n V i V o -e^ iv^o 0t L< {±> ^BSf^ffl -?■tL^■^^cD >^^i^M^:S. 

[0 0 2 81 

. J: L< tie. 5-8. 5i,zmm^fi^o^<DX^\zmU^fi^WLi^^mi^\±.± 
[0 0 2 91 

&m=f-j:^mi,zMnmxL. m^(Dm±mmfHx§tm^^. m:Kim^-^xiyx\^^o pk 

C ^^KPNA 1 <0itfS^^Ol5C#{i, Mx-Jf. SS^Jr'- tL/ilB^iJtc^ 

W:L c Dli Ay ^ V -Tft^h P C Rilk^j: tlz X ^^j: t'LX'^i> ^ t-^^X^ ^ o 

PKC^^KPNAl =S:^5t-rs c DN A^'f 'J -f±TiT|R07-f 7*7 V -^^^) A^nT 

[0 0 3 01 

PKC ^ tKPNA 1 i:7&*5ffi5:{^^"Brtl^^f^Tt?. PKC 5 fcKPNA 1 tmmt^ 
mti^-^^^^ho i-'5;*>*>s PKC ^ tKPNA 1 i:^^t'fk>^tlt«-«)!i!l!$^i:;&o 

JnLT'fc iv^L. ^;sv^(i, PKC ^ jSiCh'KPNAl =^^m$-*:t*fflflttw'f^ffi<b'^t»«r 

[0 0 3 11 

mm'it^m^. pkc^^:kpnai tom:s.m(DmmMtLxn^o m:s:i^m^mm 
Lfz-A^'^i!)^<7)mmii. mm^j^^^y vri-)v^mfxMit^^^^tKx ^^^^mmm 

Xhi,o > h n-;vic{i, m^'^ifl^'^^^U-^\^X\^^h:Lf^mm.-t^tiib(D^ 

'm.^^fzihwm^'Ky^. n)ic-fh^h\zx^. ^^(D\mi\^^mif^ y ^^'^%<DimA'^m 

■k'm.^ir^i)-^'^is^'k7^-f^hii^x^^%i(r>t^}iif^^fL7^o mh\\(0-tz^\z\t^ 

[0 0 3 21 

^ y^'^i^'mcsMVf^ ^^'^lr^^mm.\z\-^ < o:*-<^:^^;0*^ lb ^xTv> s o 9y^^^% 

tBiEi^2 004-3085765 
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[0 0 3 3] 

(2-2) KPNAl tNF- « B i:O^B5:'f1^ffi(^ffi#^J=^^mf >5>:^fe 
KPNAl i:NF-KBfc<^ffii:f^ffl<?>Ea«^JSr^ai-r^J*'^tC{i, KC 6 is X 

IFKPNA 1 OM<^^t>^i:tr^x.T. KP N A 1 ]5:r>'N F- « B ^^v^tLff J:v>o l-'&^b 
•t>, KPNA 1 tNF- « B i:75fffii:fpfflnrtg'^*#TT?> K P N A 1 i: N F - « B^^M 
'fli'^t»t=Sr*:i?-i*:La6. KPNAl i:NF- « B fc<Offi5:f^ffl7&^^D7t>&^S>6-«r^^L. 

#^tcov^T{i. ±iE (2-1) ?Kc e tKPNAi t(Dn:s.Vfm<r>mmM^^m-t^ 

lWI:ilT'^-&o 
[0 0 3 4] 

i5'>/N°r5'R;jSi:f^ffl1:m#^^t>fi<7)^£tS^^T^fit^^^;' ^T-^I9^ PKC ^ tKPNA 
1 tcDffilK^fflcOia^J^^tB-t-^&^-y h KPNAltNF-A: B i: OffiSf^ffl <7) |5i. 

«j^^mi-'2)^y h(o-m^>ei«-^^n^o pkc^, kpnai. NF-/cB<?)«#&i'^ 

•b'^. ^T'f- K^i/. m^i^n i s ^i?-. my c tJ'iT, F L A G iJ' t5^=J-#]tin U^t: ^ 

mm^-m^-t ^ c t tj^t- ^ o 

[0 0 3 5] 

(3-1) PKC e tKPNA 1 fc<^5taS'f^ffl60|5E#^J=|:^Hii-^dry h 

PKc^tKPNAi t(r>m:s.i^m(Dm^mi^mi-^^y Y^mt loo, 

KPNA l#t^^^i:=^>Jt;t;So P K C ^ 'gt^i5^j|si.(±, -^^ff. P K C ^ <7)ffliii5^ 

5^^i:L-C«> PKC LTPKC ^Sr3- Kl"^ .i^'U ^ l^^t^ K«:^tr^ 

i^^-=tr. KPNA Ift^m^l-i: fCKPNA 1 «r3- V ^ l^^ff- K^-g-tf^ 

[0 0 3 6] 
[0 0 3 7] 

^^^-t L-Ct±, m^l^. :^ll&mS*<^>^9;^5 K (^fij, pBR3 2 2> pBR3 2 
5. pUC12, pUCl3. TfTmD° iiLTpBT Vector. pTRG Vect 
or (Stratagene nU) ^ fc') , >^ 5 K (M> Y E p 2 4 . Y C 

p5 0^if) . A 7T-v^i:'<7)/-?:^-rV :t7T-v\ V h n yi^v^T-^^-f 
/^^J.n>i7^;i/;?.^;if<7)if,!^.>^;i';^^i:'0'fl!l, pAl-ll, pXTl. pRc 
/CMV. pRc/RSV. p cDNAI/Ne o!feif75*ffiV>ic>^X*o ttMi-iif 
iiHfflv^^,tt*-7'9;^5 LT. m^it. pUBllO. pTP5. pC194^:if7&« 

[0 0 3 8] 

r p yn^-^j''-. lacyn^-^-, recA^n^-^-, APLyn^-^-. 

miE# 2004-3085765 
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SPOl^a^-^-, S P 0 2 T'nqE-^'-, p e n P -/n^- ^ i^^O^^lf tL;g, 
o t/i. ?B^M&>«i*^©-e*^:^^(i. PHO 5 T'n^-iJ'-, P G K T^a ^- G 

^^m^B^tLxm\^^^m^li. SRa^^n^-^-, sV4 0-/n^-^-, HIV 
• LTR7"n^-iS'«-, CMV (-^-^ h p{ *'a •/n^-^J'-, HSV-TK"/ 

n ^ - - ^ t'^^^lf lb tL^ o 
[0 0 3 9] 

(mT^ SV40or i tVl^^ir^m^T!)^^^) , - ^ - ^ t' =1:^^32, tf ^ 
i:75«-Ci;So mi-^-iJ-tLXii. Mx-if. T > If -> V ^WttaHS^ (5t;;v^-'>'J > 
»ttiit<S^^T-'J>*fe;5,o J^T> Amp^ i:H&ia;-t;5>J^^7&^'**) . ^ m 9 7 - n - 

. Te tm^^ir^m^^^:^^) > v^ii Kn^MM%^^ (mTs d h f h J# 

-g-T&'S)*) it<s^ c^vhv^-fe-h (MTx) mm ^ ^^v^->>iitttafe^ (mT 

. P h o A • ->^-:l-;HB^J, Omp A • v^:^;^iS?lJ^ ^&iaB&55«^N*^>'i':^Jimx- 

mm-^mmx$)^^^ii^ mf« • z/^ri-iumm. suc2 • v^^-^;wse^j^jf, ^t^na 

10 0 4 0] 

T'i) iv^o ?g±lfflB&i: LTf4> -Bajx-f^^ (streptococci), ^F-^ 

(staphylococci) > J^i/ a.^) \:L TMM (Escherichia c 

0 1 i ) , ;^ h ^-b;^JSB (Streptomyces) ^ X.U^^m (B a c i 

iius subtilis) ^ if <^aeWjfflJ!& ; t;^^;v^;v;^m (a s p e r g 

1 1 1 u s ) ^ ;Knv7-f7S2 (Drosophila S2):feJ:t>' 
;^;3^K:/t-7S f9(Spodoptera Sf9) ^ if comMflS ; CHO, COS 
, HeLa, C127> 3T3. BHK> HEK293, sKC^XCBows) HfeffiM 

[0 0 4 11 

^m^^'^-O^S±fflfla'^<^SA{i, Davis lbs BASIC METHODS IN MOLECULAR BIOLOGY 
(1986) ; Sambrook^> Molecular Cloning: A LABORATORY MANUAL, m^W.. Cold Sprin 
g Harbor Laboratory Press, Cold Spring Harbor, New York (2001) <7) J; -9 < 

[0 0 4 2] 

tBiE#2 004-3085765 
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-r^o RmmtLxit^ MK.it. ify^u-T.. T^T.y^'iy. ir^te^^, ->3*i.^t% 

fitjizfi, m^^^:^. h'jyhv^ ^ (NaCl) ^^t^LBi^m^j: if^mw^^fi^o ^ 

o m±t^^^^)^:^mm(Dm^. ^mamm o~4 o"cx-*^j6~2 4^^^tv\ 'Z^m^z 

10 0 4 3] 

m^-Ammx^^mnt^mi$-i^m-r^m. ^mt vm. m^it. b u r k h o i a 

|fj5~8t-pK^;?)OW^ Lv^o ;^«{±il»2 OC-S 5'CT'^2 4 -7 2B^r5^TV> 

, •z^^izjBcxm%'^mw^mK.Zo 

[0 0 4 4] 

ace's Insect Medium (Grace, T.C.C. , Nature^ 195s 788(1962)) iZ 

mizj^^cxm%'^mwkmx.^o 

[0 0 4 5] 

(Dm}^^Sim^'^ttM-EM^ilt. DMEM;^:Wi> RPMI 16 4 O^flfc (The Journal o 
f the American Medical Association^ 199^> 519(1967)) > 1 9 9:^:^1 (Proceeding o 
fthe Society for the Biological Medicine. 73^> 1(1950)) ^ t^-/)^m\^^hK:ho pH 

nme - Bx^:h ^ tmj-t Lv^o ^mamm o~4 ox:xmi 5-6 0B#M^fv>. 
z^nKmzxm^^mw^mx.^o ttzz^wizmcx. co2mm(Dm^^nio 

[0 0 4 6] 

i^m<Dm^^^m't^fzit>i,zm^f^hfi^^mm^mx.^:iti>x^^o nmmt ut«, 

^n^tfzii^MQ^izm^-^m^£. ^^mm. mitmm. ^^mm. Mc^^mm^j^t'com 
u^'dmM'^<^mmK^mi-^tzib(Di^i^^mm. ^m^^mwi,zmmi-^fzib<D 
v>ummM. mmm. m!t^j:if<Dmm\^i^<D^mm^m^mnLxmx.^^t:b^x^^ 
o tfzs ■^hi,z:^§^m(D^y hizit. ^m^mizm^^^^^. mmm. m^mmmm<r> 

[0 0 4 7] 

(3-2) KPNAi ti^F- KBt<Dmmm<ommm^mm-t^^y v 

KPNAl F - K B t(Dm:Ei'^M^^^-r ^ ^ y }'<D^^iZit. ±mPKC eisx 
XJ^KFNAl(Dm.^^i:>'tiZ^x.X. K P N A 1 ®.O^NF- « B «rffiV^So "t**?*). 

KPNAl i:NF-/c B t(Dm:S.Yfm<D^^^mt^^tf. KPNAl tNF-«B^:0 

m:s.f^m<Dm^Mi^m'r^^y v-^mifhti^o t^t lv^-m^ lxh. kpna i 

K B«&¥^5&^NF- « B*3- Y-t^y^^} ^ ^ K^Sr-^tr^i^ iJ' -tr*;z>o %(Om 

mz^^^XktlM (3-1) PKC ^ fcKPNA 1 fcOffi5:fPffl<^|Jl«^iJ*^tai"«.^';/ 
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mmm] 

[0 0 4 81 
[0 0 4 91 

1) PKc^iiKPNAi <Dmm'^m<Dm^ 

> tr:^?^'^!^]^ (in vivo binding assay) ^^MLfZc. 
[0 0 5 01 

1 - 1 ) PKCd <om%W}mimm-:^y >^ 5 vomm 

t: h PKC ^OT^ ymie^J (NCB I '.T^'ty'ya >#-^NP_0 0 6 2 4 8) ^ 
n-Kt*cDNA{i. t: h c D N A 7 ^ 7 U - (iJ' ?!7 ^tt) ^»MtcP 
CR^r^frd ^iiic i l9#^o P CRUfflv^^^'/^'f -r-, theta-Nfctheta- 
C(^@E^J{4s SB^J^Oie^iJH-^ 1 fcSfi^J#^2 tC-f-tL-rtt^-t-o #P>tL^cDNAif>Tr=S:. 
lii?Llij%M%iIM^^'i5'-. p c DNA 3 . 1/my c-HisB (Invitrog 
e n^±) [znXLfZo ^ftizxy). HhPKC^^. C5|cSm y c - H i s ^ iJ^^inSfi 
« mT^ PKC(?-myc-His) t LT. li*?Li&%mrtT-|&31irtg^: "/v;^ 5 K 
. PKC ^-my c -H i s/p c DNA3. l^i^ULtio 
[0 0 5 11 

1-2) KPNA10IiifLtttJ«flil7'9:^5 FO«^ 

li h KPNA 1 (DT^yWtW.n (NCB I ;Tir^yi/3 >'#-i-AAH 0 3 0 0 9) * 
3- F-r^ c DNAfi. t: hTOc DNA9-f y^U- (j? * 9^^*>f :tti:) ^-^MtcPC 
R^^jn ^tizj: \)%fZo F CRizm^^fz-y^^-r-, K P NA 1 -N KP N A 1 - C 

mmit. Mm^<Dmm^^3 tmn^^iiz^fimm-to #<bn/cDNAgifM-*> tif 

$mmm^U^^^^ir p CMV Tag2C (Stratagenett) KnXL 

tzo ^^^^CJ:I5, thKPNAl*. N*SF L AG^i5^#*nSe® (£IT^ FLAG- 
KPNAl) ttT. W?L«|i^«l*IX'§ISpI«6^:y7X5 K, FLAG-KPNAl/ 
p CMV^f^SiLf^o 
[0 0 5 21 

1-3) PKC5 i:KPNAl<0-f >Vf**^>g-f^]^ (i n vivo binding 

assay) 

MI&mmS5^0,M;|*H E K 2 9 3 TMt^> ±IB^?l7'7 ;^ 5 K. P K C ^ - m 
y c-H i s/p cDNA3. ltFLAG-KPNAl/'pCMV^h7>;^-7j^^~> 

[0 0 5 31 

t-r> 4X1 0^j®<7)HEK 2 9 3 TM'Sr 6 cm d i s hi'ML. 3 7^/5% 
C02^4£Tt;-C-Bi6:^«m, FuGENE (Roche Diagnostics =f±) 
'SrfflV^T h 7V;^7aiiJ'->3 :/«:Jff o^o -e^^l^. 2/z g-fo(^PKC 5-my c -H i 
s/pcDNA3. 1 2:FLAG-KPNA l/p CMV (a-^^'^t)* 1 ) ^J;t;f, l^tt 
3^ >n-;vi: LT. 2 gi^oo p c DN A 3 . 1/myc-HisB {^i^^-CD^ 
) tFL AG-KPNA 1/p CMV (a-^^-^^J-lt 2 ) <D 2mm(r> Y y > 1/ m y 

[0 0 5 41 

h ^^'^yii^ V3 3 7t:/5%C02^ftTt?$ibtC2 B P^^ftf -S) t i 

'9'(i^OgaK«:«F«>I-e-M6tJlc%il$-^^:/::o •^v^T-. «=Sr7X?^ L/iD- P B S (I 
nvitrogentt) Kii^ 0. 5mlOCell Lysis Buffe 

r (20niM Tris-HCl, pH7.5/ ISOmM NaCI/ ImM Na2EDTA/ ImM EC^TA/ 1% Triton / 2.5mM s 
odium pyrophosphate/ ImM /9 -glycerophosphate/ ImM Na3V04/ 1/zg/ml Leupeptin/ ImM 
PMSF) ^CM^L^ ^f¥Z O^mmm.\^fzo l 4 k rp^l^ 1 O^W. 4 -COit 
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.i^\,zj:y)±m^muL. mmmmm^:mzo m^tsLLtimmmmizi o f, loagaro 

se conjugated normal mouse IgG(SantaCruz 

tt) ^sn£. AVKx 3 o^mmnmmLfz^. m'L-izxy)±m^muLfz (Pre-c 

1 e a n) o 
[0 0 5 5] 

C10±?tm 0 ^ 1 a n t i -F L AG M2 agarose affinity 
gel (S i gmatt) ^Mk. (F L A G - K P N A l<7)^fe?g?tl#) > 4X:\,ZX2Wm 
telH^^P^fi'V^ jt'll^l^-CT#n-x (agarose) t:mULfZo ^ibtCagaro 
se^0.5ml<^Cell Lysis Buffer liZX AMIkW^Lfz^. SDS 
sample b u f f e r «rJnx.> 5 :9'm^#t^. ±^t«r S D S - P A G E tCT^SiL 
tio t<D^k. ^FLAG M2 ;^n-^;wtn;# (a n t i -FLAG M2 Mo 

noclonal Antibody^ Sigma ^t) trfflV^Tt 'i?^:-;^ ^ >':7*n x -f > 
(Western blo.tt ing) ti^i?, FLAG-KPNA l^^-^^jtW^ 
tlX\^^i^t^^mLfZo tfz. c-My c^y^n->:h;Vgt# (c-My c (9E10 
) Monoclonal Antibody, SantaCruztt) ^fflV^fcWe s t 
ern blotting^wj;i9PKC^-myc-Hi s ib^^itLX^^^^^^i^mLfz 
o ^i5> :^/±i{iE C L plus western blotting kit(Ama 
s h e r m b i o s c i e n c e s tt) ^^F^ hfzo 
[0 0 5 6] 

ix-vM. 1. ziziti^kTK^-r^y^ji'^n^MjLfzo ttz. m4imi(r>i^m^m 

u-yi :m.^^t)^i'^Vyy:^yj^^>'3y^^timM(7>miiiWLiit^h. ^FLAG 
v~y2 \'M.^%t>^2^\=7y7.y :r.i7-y3y%^fzmU(r>^m^ii^h. JtlFLAG 

m^\zi,^^mkM\^fz^y'fj\^ 

ia%^m^ (WBlmyc) fi. F L A G - K P N A 1 ;&^^5e^tI^$^^-CV^;^, CI t =Sr^ 

•f (^en) o 2E1I!I?/Iciiift (wb;flag) {±> f l ag-kpna i 

tic it). PKC^-myc-Hi s T^^^^itL/cCl t =1:^1- (U-yi O^^n) o 
^5&o^lx-i^o;£il|tc^L/c||5:ffl{i^S-7-:^-<^)^«-eab;& (^^kDa) o 
[0 0 5 7] 

^-f. HI l^ffllJ»ft (a n t i -FL AG M2 Monoclonal Anti 
bod yKX^We stern blotting) iZ^-tX^iz^ B.^'kt>'± 1 ^ 2* 
tCFLAG-KPNA 1 tCffl^-fS/t^ K (^"f-^m 6 3 kD a) 75«>|i^ffi ^ tL-C:fe , ^ 
mit^m^9h<D^Mm^^^ilfZo ^VX. (c-Myc (9E10) M 

onoclonal Monoclonal AntibodylCj;SWestern 
blotting) liZ^irX o \Z^ M.^'at>t \ tc^v^TP KC B -my c -H i s tC^B 
Mlr^^'^yY (^9-i^Slt 8 5 k D a , V-y KD^^m) /6^^ffi$tLTV>-So C*Lfi> F 
L AG-KPNA l75«mrtt^PKC <9 -my c - H i s fc^g-^^^^rj^fifc L^it b/c** 
^LTV»^p PKC ^;&SKPNA 1 tMl*It?#t'^t-CV^;2>Cli:755?t^$ 

ntzo 

[0 0 5 8] 

(Il*fe^?ll2) PKCetrJ;;SKPNAl ';>'m'fbO<»*f 
PKC^tKPNAl (Dm:S.Y^mi)mW^fLfz:Lt^m^k. KPNA 15&«PKC 
vm'fb«t^^:*-if9>i^=S-5tE1-^7'^«6, Vlf ho V vm-fbUi^ ( In v 

itro kinase assay) ^HJfeLTto 
[0 0 5 9] 

2-1) VKC d\,zi,yb') ym'\t%'^'Dm'^'=iy h n-;l/:fe J:^;?^^^^ hn-;i/ 
PKC ^OV i'^'fb^gi: LT{±MSNd«<&^t?*^ (Salvatore F. P. etal., (199 

ffliE#2 004-3085765 



#M 2003-295204 



^-v: 11/ 



8) The Journal of Biological Chemistry 273, 13: 7594-7603) o PKC d \iZX:hV > 

7^5K.MSN-V5-His/'pcDNA3. 1 (Invitrogentt) mm 
Lfzo Cfil<ZXi)mmn'C. MSN=S:C«V5-H i s i5'i!^#t)nSe^ {iHT. MSN 
-V5-His) thX^m-^'t&^it'dmm'O^^o 
[0 0 6 0] 

—Ij. Ptttn > Vti-)VtLXliL n c i ferase ^i^m L/co L u c i f e r a 
s eOlii?LttWBa^3^-/7X 5 LTlip CMV Tag2 control (St 
ratagene1±) ^:m^^fZo ^flKX >5«F«3-C, Luciferase =SrN5fe^F 
LAG^ifi^Imm^^ iiikT. FLAG-Luc) t LTl&a^-^* i fc*Wtg-e*-&o 
[0 0 6 1] 

2-2) ^ U yM'it^^ ( In vitro kinase assay 

) 

^nt^^^M^M (FLAG-KPNA1> FLAG-Luc. MSN-V5-Hi s 
[0 0 6 2] 

t-f. 4X 1 0^'(SOHEK2 9 3 T«^6 cm d i s h irfiimL. 3 7 t:/ 5 % 
C02^ftTtCT— Fu GENE (Roche Diagnostics %h) 

. FLAG-KPNA 1/p CMV> p CMV Tag2 controUMSN-V 
5 -H i s/p c DNA3. \ ^^iX^rL2 n l-f-^Xh^o 
[0 0 6 31 

y)m^<r>m^'S.^mm.nx~m'=}K^'^^^fzo ^v>-c% m'^TKJ^tfcD-PB s (i 

n V i t r o g e n tt) y^Wik. 0. 5ml«0Cell Lysis Buffe 

r (20mM Tris-HCl, pH7.5/ 150mM NaCl/ ImM NaaEDTA/ IniM EGTA/ 1% Triton / 2.5mM s 
odium pyrophosphate/ ImM /8 -glycerophosphate/ ImM Na3V04/ l//g/ml Leupeptin/ ImM 
PMSF) Iwil^L, ^K4'3 Q5^mWLm.\^fZo ^<D^> 1 4 k r p m. 1 O^m. 4V<r>^ 

'L-izx^±m^mm.L. mmi^mm^ntzo muvtzmmi^iiimz i o fi loagaro 

se conjugated normal mouse IgG(SantaCruz 

tt) srinx.. 4x:i,zx3 o^mmmmmLtz^. ^^L->izxy)±m^m^Lfz (Pre-c 

lean) o 
[0 0 6 4] 

vl<^±vti^FL AG-KPNA 1 X FLAG-L u c <^m^fi. 10// 1 <^ a n t i - 
FLAG M2 agarose affinity gel (Sigma 1±)=S',MS 
N-V 5 -H i s <^)J##{±> 10;«lcoanti-V5 agarose affini 
ty gel (Sigma1±) =^Jra£. A VliZX 2Wm^mm,mt:n^^. ^'L-KX a g a 
r o s e 'SrHIJlXL/vio $ "blCA g a r o s e 0. 5ml<^Cell Lysis Bu 
f f e r ICT 2 m^W^Ltz^. kinase buffer (25mM Tris-HCl pH7.5/ 5 
mM )9 -glycerophosphate/ 2mM DTT/ O.lmM Na3V04/ lOmM MgCh) ICT 2 ll!5te#L7to 
[0 0 6 5] 

Jil.±0^j^t' J: ^m^fifzmV.m&ni'Z, ±f5k Inase buffer t^ATP 
1 0 M) . M n C 1 2 (M^i^m 2 mM) > phosphatidyl s 
e r i n e (M^mm 50Azg/ml), diacylglycerol (^MJS 5 
fi g/m 1) . phosphatidyl glycerol {W^M^O . 2 mg/m 
1) . ^XX/5mC i<r>y^^P-ATF^mK.fzBimWL2 4. S/x 1 **nx.. Mt^ffiMP 
KCe (Up s t a t ett) «: 0 . 5 1 (*^3 0 0 ngizmM) ^M^fzo ^fi^ 3 0 
t:iCT3 O^ffiRS^-^. SDS sample h u f f e r ^mx.5»mmmLfZo 
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[0 0 6 61 

fn-;VT'ab^MSN{±. P K C ^ I' i i? U ^m^fb^ tt (S^i^sM) . PM^n^ho- 
;vt?2fe;5)L u ciferase{i> PKC 6 iiZX^ >'^<b^^X'Cv^:&v^o C:<?)|5|— ^fj^ 
Tt:::fev>-C. KPNAll±PKC<9tcii9iJ>m<t:$tLTv^;|, (Mli>9^^) o *i5. 

^m-C^^ (#{ikDa) o 
[0 0 6 7] 

^ -Tik-C <^ V - > liZ^m LTPKCe<7)geiJ > K7i^?tE ^ :^^7^^ (^i^»#5J 8 

3kDa) o ^v>-e, 1^143 > hn-;v-eab^MSN-C{±U >'m'^b^^*:^ K)6*^.*^tL 
^»lt7 1kDa) ^ 1^143 > h n-;v-e^;|> L u c vm'fb^N*^ lb tL^v^ 

(^d^fi^ 6 2 k D a ) ^^^tD^^i^^i^'itM^ tLTto ^ (0^#TtC:fev^T. 

KPNA 1 c^U ^^'fb^-^v K (^^il^j 6 3 k D a ) «M$tt/co C:<^i.i:;6-^, KP 
NAlf±PKC<?(0'J S ^ i: 7&qiS^$ o 

[0 0 6 8] 

3) KPNAl t NF- « BO+BS^'^fficoftW 

KPNAl tNF- KB^mS.i^M^^:i^if^T()^K<:>\^^rmm-r^fzit>l,Z 
^ > tf (in vivo binding assay) ^UML/io 

[0 0 6 9] 

3-1) NF - « B=^Mi-;i) p 5 0:5. tKp 6 5 011^^9^5 K<7)«^ 
t hNF- « B{ip 5 0 t p 6 5 O^s^n 2l:#:-e«^$tLTv>^ i fc^^^Zj^-^r^^o 

i/cn h p 5 0(4. m*otcBtrlE#-e^^ p 1 0 5 (ncb i ; ri/^yi^^ >#-^aaa 

3 6 3 6 1) t L-CH^L. -e-60m«t*I-e4 3 6#a(0^ •^:t~> fc 4 3 7#aT:^^^• 

9^>m(^^-r'^®f$tL, p 5 0 t^j-sc: t56^^^:rLTv>;2,o 

[0 0 7 0] 

li h p 5 0<DT^ ^m-WM"^^ - Y-t^ c DNA{±. H h#*&^c DN A^-f V - 
(^':^7/^M:^■1±) «:ilMtcPCR'Sr^f ^ Citicj: i5#^o p 5 0Ut#<^;ti6 P C R icffi 
V^/cy9^-7-, p 5 O-Ntp 5 0-C(^@B^iJ{4^ Ifi^mogB^J*^ 5 tlE^J#-^ 6 
'e:|x-r^t^1-o ^i3p 5 0 -C<7?ge^iJ{4. p 1 0 5<7)4 3 6#g<^>^:j--> (ATG) 
com tw|?-ih 3 K > tr ^ * T A A WiO ^tt^i^i^i^W-tT^^o 
[0 0 7 1] 

11 h p 6 5(7)T5 y^I£^J (NCB I ; T ^' -b •i' '> 3 >#-f-A A A 3 6 4 0 8) 
K^^cDNAti. t h-t^&l^c DNA^'f V- (iJ' * :^tt) trilMtcPCR 
=Sr^fT^ ^ ticj: i9#:^^o p 6 5lX#Ofc*e)P C Rtrffiv^fcy^-f v-, p6 5-N^:p6 
5 - C (OWM {4. ifi^J^<7)iS^!j#-^ 7 t @e^J#-^ 8 tc-e- tl-r^x^-To # tLfc D N Aif>T- 
lii?Lt&!^*IBIl&^mffi^i^ ^'-> p CMV Tag2A (Stratagenett) kz 
^fi^finXLtZo ^tUliiJ, 11 hp 5 0^. ^^-^my c^^mm^^ (mT. m 
y c - p 5 0) LT. t/iti h p 6 5 N*Simy c iJ'^^'ftMaK (^T. my c 
-p6 5) i: L-CliifLi|iMJ3&I*l-e|§?llXlig^7'7>^5 K> m y c - p 5 0 / p CMV t 
my c - p 6 5/p CMV-grf^ilL/Co 
[0 0 7 2] 

3 - 2) KPNA 1 i: p 5 0*3 J;tFp 6 50-f >e.i?^§>^t^J^ ( i n vivo bin 
ding assay) 

4 X 1 0SfiOHEK2 9 3 TfflBa* 6 cm d i s h\Z.WcM\^. 3 7*0/5 %C 02^ 
^y\iZX~m^mk. FuGENE (Roche Diagnostics tt) ^m^^X 
h 9>';^7x^'->a y^^^fzo -?-<^P:^^ 2 ;« gi*^<^my c-p50/pCMVtFL 
AG-KPNA l/p CMV (,&^^t>^ \) . 2 g 1* 0(^m y c - p 6 5 / p CM V 
tFL AG-KPNA 1/p CMV i.^^^t>^2) i3J;t>% Pttta :^ h n-;i/i: LT, 
2 /i g-fO(^p CMV Tag3 control (S t r a t a g e n ett) fcFLA 
G-KPNAl/pCMV iM^^ti^Z) <OZmm<r>Y^y7.7 x-^l/sy^^^tzo 
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[0 0 7 31 

m.^^^^ 3 Kj^MLfzp CMY Tag3 control (±. Lucife 
rase 'SrN^my c ^ ^r^tmM^M (mT^ myc-Luc) t LX^m^'t^^it 

[0 0 7 4] 

V3 yti:, 3 71C/5%C 02^^*TT$ ibt' 2 0 ^^^-f ^ i 1 13 J: 
l9l@>^'OgaK^igiai*l-t?-iifl*jjc^?l$-t9:f^„ ^v^-e. iB|&=^7XitL/::D-PB S (I 
nvitrogen1±)tCj:i9 tJfe^t^. 0. 5inl<^)Cell Lysis Buffe 
r (20inM Tris-HCl, pH7.5/ ISOmM NaCl/ ImM NaaEDTV ImM EGTA/ 1% Triton / 2.5mM s 
odium pyrophosphate/ ImM /9 -glycerophosphate/ ImM Na3V04/ l//g/ml Leupeptin/ ImM 
PMSF) KmmL. ^K^3 O^mmULfZo ^<D'^. l 4 k r pm, 1 O^P^, 4*0 

<7)^^c^tci: ^±.m^m'\iL. mmmmm^ntzo m^^iLtimmi^mmiz 10^ 1 o a g a 

rose conjugated normal mouse IgG(SantaCr 
u zt±) =Sr*Px.. 4t:tc-C3 0 ^S^W^Wl^ Lfcf^. ^'C- J: I9 ±?t ^ EUIX L (P r e 
— c 1 e a n) o 
[0 0 7 5] 

•1 co_hvf l-lO/zlOanti— myc agarose conjugate (Sa 
n t a C r u z t±) ^JPx. (myc-p50> myc-p6 5^ myc-Luc (DftM^ 
^) . 4X:KX 2mmnmm.m^^^\ M't-^ZX a g a r o & e^m^^LtZo ^hKAg 
arose^lrO. 5ml<^Cell Lysis Buffer KX 4 m^^Ltz^. S 
DS sample b u f f e r ^iPx., 5 ^F^*»f^, ±^t«: S D S - P A G E tCT 
^SILTto •?■<^^^ c -My c (9E10) Monoclonal Monoclona 
1 Antibody(SantaCruz1±) ^fflV^fcW estern blotti 
n gKX^^ myc-p50^ myc-p6 5. myc-Lu c T^^^lSrt^:^ tfCV^^ 
t^r^^/ianti-FLAG M2 Monoclonal Antibody (Si 
gmatt) 'SrfflV^TtWe stern blottin giZX </) FLAG-KPNA 1 >&^'* 

plus western blott 
i n g kit (Am asherm biosciences tt) LfZo 
[0 0 7 6] 

I^^-^^-^l ^ hv>;^7jLi5'v3>$-ti:/i«<Dfam?^;6^f>, j^LmycJi: 
J: «5 "^m^n L -9- 

V->2 : a^'^fe'^2 ^ h 9y;^7ai^r^>g >$^^-;^j|^<^j|jtH^;j.p,^ ^myc^ 
V-yZ :^<%^^t)ii:3=Srh7^;^7i^'>3>'$-^7tm<Ojflm?i£75^^, iltmycin; 

^ffliJ^/lttbil (WB ; my c) {±> V-^ 1 "Cm y c - p 5 Os V->2-^my c - p 6 
5. X^-y 3Xm^ c-'Lyx cif'^^i^W%f^X\^hZ.}L-^'m-t (V->'K 2. 3(3*5 
Its #^en) o 2£1i]?7lcl!jft (WB ; FLAG) I'- > 1 T-tim y c - p 5 0 ^^^^ft 
l^-r^i t tcJ: 19, ^->2-ef±my c-p 6 5^^&5K?;tl^1-'i>^i:l3j: i9> FLAG- 
KPNA 1 L;fe i i: ^r^f {V-y l^i,Xf2\z^\^h^^^ „ >5:^, 
v-y(oU%\Z7^\.fz^mt9tl'^'^-i3'-<o5^=^^xih^ (mfikDa) o 
[0 0 7 7] 

^ -f s m 3 (c-Myc (9E10) Monoc lonal Monoc 1 
onal Antibody J;^We stern blotting) \z'^'ft 9 13^ 
m.^%t>^ 1 > 2 . 3 ^3^^^^ttm y c - p 5 0 (:9-^ft^ 52kDa) . myc-p6 
5 (^^=^1:*?J6 5 kD a) s my c-L u c (^3-^41^; 6 2 k D a ) Km^-^^f^yYi^ 
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— FLAG M2 Monoclonal Antibody I- i-SWestern b 
lotting) \z.mirX 0 t^. m^^t>^li^Xn2 tCiJV^rKPNA l^tB^-r^/N'^ 
K 6 3 k D a ) 7&«i^ffl$tL-CV^^o tfzm^^y \'^-)^'^hhm.^^t>^ Z 

icisv^Tti^ KPNA I3ffi^i-'&>'N*> K (:9-^l:l?J 6 3 k D a ) *«^m:?i^•rv>:&v>o 
tLtiF L AG-KPNA 1 >6*mi*IT"my c - p 5 O^^tfUmy c - p 6 5 
?^^L-CV^^*^^L-CV>-g,o C:<^^*:d^e>^ KFNA 1 {iNF- « B taaai^It^^'^L 

[0 0 7 81 
[0 0 7 9] 

[mi] PKC ^ fcKPNA l7&^'Paa!*|T'^'^L-CV^;&ifc=S:7]s-ril|-e*^o 

[112] PKC ^ tc i i9 KPNA l^&^U ^m^fb^a/ciii^r^-f-llltrab^o 

[1113 ] KP NA 1 tNF- « B(Omj^^ y^'^^'R-^^h p 5 0:S:t/p 6 5 5&^«I*I 

[m 4 1 la 1 cD;&iliJMft<7)-SP<^^^liI-e*^o 

[US] ll2<7)MftO-t|5c0^i^[llX-**o 

[me] Eis o^ii^K>it<^i^-> 1 is itf 2o— asom^si-tr^^o 
[^?-^<^gii9l 

[0 0 8 01 



[0 0 8 

ie^J#-^ 1 

i5^J#-f- 2 
WM^^ 3 

@e^j#-^ 5 

@E^J#-^ 6 
i5^J#^ 7 
@B^iJ#-^ 8 



1] 



t h e t a -N) 
theta — C) 
KPNA 1 -N) 
KPNA 1 -C) 
p 5 0-N) 
p 5 0 -C) 
p 6 5 -N) 
p 6 5 -C) 



miiE# 2004-3085765 



#® 2003-295204 



^-v': 1/ 



SEQUENCE LISTING 
<110> Celestar Lexico-Sciences, Inc. 

<i2o> ^Kimm^m. i^:s.imm.mM^myj^^^-cf^:s.i^mm.^M^m^y v 

<130> PCU-15468 
<160> 8 

<170> Patent In version 3. 1 

<210> 1 

<211> 23 

<212> DNA 

<213> Artificial 

<220> 

<223> Inventor: HIHARA, Satoshi 
Inventor: DOI, Hirofumi 

<220> 

<223> pr imer (theta-N) 
<400> 1 

atgtcgccat ttcttcggat tgg 23 



<210> 2 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (theta-C) 

<400> 2 

tcaggatatc agccgctcc 



<210> 3 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (PKNAl-N) 

<400> 3 
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<210> 4 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (KPNAl-C) 

<400> 4 

tcaaagctgg aaaccttcc 



<210> 5 

<211> 35 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (p50-N) 

<400> 5 

gcggccgcaa tggcagaaga tgatccatat ttggg 



<210> 6 

<211> 30 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (p50-C) 

<400> 6 

ctcgagttac atggttccat gcttcatccc 



<210> 7 

<211> 30 

<212> DNA 

<213> Artificial 

<220> 

<223> primer (p65-N) 

<400> 7 

gcggccgcaa tggacgaact gttccccctc 
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<210> 8 

<211> 28 

<212> DNA 

<213> Artificial 

<220> 

<223> pr imer (p65-C) 

<400> 8 

ctcgagttag gagctgatct gactcagc 28 
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m2] 

250K ' 
X50K • 

lOOK • 
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25K* 



MSN Luc KPNAl oc 
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pKc 0 e B 'J >mit 
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[1^3] 

IP;myc 
WB;FLAG 

M 1 2 3 



w 



IP;myc 
WB;myc 

M 1 2 3 
It 
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[1^4] 



IP;FLAG 
WBpnyc 

M 1 2 
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PKCd 
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[116] 



IP;myc 
WB;FLAG 
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CD 
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i±ifE# 2004-3085765 



^-5^ : 



l/E 



003-295204 

m m A m. m m m 



m^-^ [500520628] 
l.^^^MB 2000^10.^269 

1 7 



mUE^-t £tJiiE#2 0 0 4 - 3 0 8 5 7 6 5 



